Far-UV CD spectra. Neoculin or its mutant was dissolved in 20 mM sodium phosphate buffer, pH 7.0 or 20 mM sodium citrate buffer, pH 3.0. Each solution was prepared at a protein concentration of 4 M. Far-UV CD spectra were recorded in a 1 mm cell at 25°C using a J-820 spectropolarimeter (Jasco, Tokyo, Japan). All spectra were corrected by subtraction of the spectrum obtained using the buffer alone. The results from four scans were averaged. Table S1 Chemical shift assignments of the neoculin acidic subunit (A) and neoculin basic subunit (B) at 37°C and pH 3.0.
15 Figure S1 A 1 H-15 N HSQC spectrum measured for the sample containing the 15 Nlabelled NAS/unlabelled NBS complex. Each assigned peak is labeled with the amino acid type and the residue number. showed entirely pH-independent activity (NBS H11A) or slightly pH-dependent activities (NAS Y21A, H36A, and NBS H14A); C) NCL mutants that showed changes in their agonist and antagonist potencies; D) NCL double-mutants. The spectra were recorded in 20 mM sodium phosphate buffer, pH 7.0 or 20 mM sodium citrate buffer, pH 3.0.
